Radioimmunoprecipitation and SDS-PAGE.

Sorted surface CD22-negative
Reh and unsorted surface CD22-positive Raji cells were biosynthetically labeled with "S-cysteine, lysed, immunoprecipitated, and analyzed by SDS-PAGE as previously described6 with the following exception. The cells were pulsed for 30 minutes, two hours, or five hours, and aliquots of 1 x i0 cells (95% viable after a five-hour pulse) were removed at each time point and washed twice in ice-cold phosphate-buffered saline (PBS) before lysis. Raji cells were also labeled by '251-lactoperoxidase-catalyzed iodination as previously described.6 Staining of cytoplasmic CD22.
Cytocentrifuge preparations were fixed with acetone for 15 minutes at 4#{176}C and air-dried. The slides were rinsed twice with PBS and immediately stained with 2 ig of Leul4, TolS, or both antibodies for greatest sensitivity (1 ig each) or 2 i g IgG2b control (or BA-5/anti-CD21-an additional negative control for AMLs) for 30 minutes, rinsed four times with PBS for over one hour, and stained with 20 iL TRITC-GAM diluted I :24. After five PBS washes, the final wash overnight at 4#{176}C, the slides were read with a Zeiss immunofluorescence microscope. 
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